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Abstract

AlIM: To construct a yeast two-hybrid bait
vector of intestinal trefoil factor (ITF/TFF3) and
identify its self-activation.

METHODS: The open reading frame of
ITF gene containing Nco and Xho

endoenzyme sites was obtained by RT-PCR
from normal human intestinal mucosa and li-
gated into pGEMT vector from a TA clone. The
hTFF3 gene was then transferred into the vector
pENTR11 by enzyme digestion and ligation to
obtain the entry clone pENTR11-hTFF3. Subse-
quently, pDEST32-hTFF3, the yeast two-hybrid
bait vector of hTFF3, was constructed by the LR
reaction. Finally, pDEST32-hTFF3 and pDEST22
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were transfected into MaV203 yeast and ampli-
fied by yeast in 3AT plates with SC/-leu/-trp/-
his.

RESULTS: The fragment of the hTFF3 gene was
found in the reconstituted plasmid pDEST32-
hTFF3 by sequencing. Yeast two-hybrid tests
showed that MaV203 transfected with pDEST32-
hTFF3 and pDEST22 didnot grow in SC/-leu/-
trp/-his plates with 3AT concentrations higher
than 30 mmol /L.

CONCLUSION: The constructed plasmid pD-
EST32-hTFF3 is competent for yeast two-hybrid
experiments.
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Js =X ¥~ (intestinal trefoil factor, ITF/TFF3)&
=R T K iR (trefoil factor family, TFF) 12
—, I T REZ)6.7 kDa, 19914E 1 Suemori et a/'"!
ER B mE b R, A BL4E R, TFF37E
(EN7BCIEE ) IUS S i S U o 3 RN 7T k] 17
(VMR A 0 23l ARE I BRAR AT, SR e
W%, TFF3A] LT 5 I 18 AT AR A
TFF3n] i i 2 b g M3 5 . FSAT Rbe g 1
A HE E i # R @ E 5, &—FE W
FAR PR 7. ARAPSESG o, B TFF3 AR
J1E b s A IR, et D s, ok b
41 45Kk 2 1 (E-cadherin) [ & 2 R 41 it 52 7,
(ELIX — 5 P [ B 0t o o8 10 422 28 0 ). A7 2%
HH R, TFF3NEAN B TS A B s &
P R, TFF32 B R A4 R i 1 iR
AFFFE A ) — P LI A 1, (H R AR
FAWLEE A AN TE 2. it — a5 N =t
K ¥3(hTFF3) M IhRE B FHALEIATAR B.4E H &
1, AR T hTFF3 8 BE XU A8 5 TH A8 A LUH]
T hTFF3AH HAEH & .

1 MRRTSA

1.1 Proquest2f# BEXU AT R 48 (7 Mav203
P BRI A2 541 . pDEST32/5iki. pDEST22
JikL. pEXP32/Krevl JFURiHIpEXP22/RalGDS-
wtiF ki 45). pENTRILFR . LRV iR &
TRIzol Reagent’AjInvitrogen’A @] ;= i, pMD 19T
B AANIRT-PCRIR &4 TakaRa A w77 i, R
PN VIEE. T4 DNAZEHNE. Taqlg. ANTPHI
DNA marker }jTakaRaZy @ 77 i, DNABER A1
TR T B LR R AT B A W) 7= i, /)
ORI DN A$ IR & o 1K 28 5 24 W) 77 i,
PCRA Wi g e 88 8w & . AT U A
O AR IO, IS [ S 2

12
1.2.1 RNA  : &85k Al
WNIEH MREAZ —H(Z110 mg), V.RIE T
WAL, K W B AL ZUVE T Wk P T ok
A, B 5 FE TR Izol ™51 13t W T FE L4124 6
RNA, % T'DEPC/KH, -80°C {17

122 RT-PCR hTFF3  : Hll pgMRNA
AT W55, M4 u L AW 3 S = ) (i c DN A)
HEATPCRY MY, 4SO A M hTFF3 2 N5 4
(GenBank: NM_003226)K # i+ & hTFF3
ORF5|¥), b TNir5I1¥ 5 Wl in ¥ Neo 1
Xho 1 WVIALri. BUES149): 5-ACCATGGTCA
TGCTGGGGCTGGTCCTG-3', Fifi5#: 5-TC
TCGAGTGGAAGGTGCATTCTGCTTCCTG-3',
o BCK BE TG 237 bp. OMAK 25 ul,
94°C¥iiAS 2 min, 94°C, 58°C, 72°C %30 s, }£35
AMEIR, ZEAH10 min. 19410 g/ LA B
HLVK G VIS, #DN AR [0 7] & 1 B 4l
AT SNBSS

123 TA : I pMDI19T#
& ) T4 DNATERRG ]2 T TA vE b, $RAS
H FUbipMDI19T-hTFF3. CaClLi%k/N &% K
FF I DHS a7 24544 i, ¥ 41 SOk /b DH5a,
K F S 00 V0 B B W 5 3 PO 0 128 B 1 e
W, F2 MK 28 /N i BRI D N A G St A7) & 16
W55 UBTRL, R IR 51 )P CRIZHIDN A4
T2 V2% 5 B ME e . DNAIN P36 E g g 24
WIHARAT A T 58K

1.2.4 Do
pMDI19T-hTFF3 = 415Uk & pENTR 11 5 ki FiNeo
[ FiXho | XY, BEVI™=M£10 o/LBla bl e
Ik R, DI, FHT4 DNAZEB:RE16°Ci%E
Bk 0, R WK HpENTRI11-hTFF3. £
P UE S K H A AL DHS a i 52 2 40 i, 3 U
i, &Nco 1/ Xho | B % EMPCREE.
FEIRLR R ARG UL 15, K pENTRI11-h TFF3
FHPREREX 2 A2 2 5 1 JiRipDE S T32 AT LR X
M, ¥hTFF35ikE 2 5 A DNAL G (DBD))
pDEST32r. B4k % FIF IR EMEARSA
PR A AT DNAM .

1.2.5 pDEST32-hTFF3 3t
InvitrogenA w] B BERZAZ i), #pDEST32-
hTFF3 S BEXU A HE 4 JikipDE S T22 4L [#]
AL BIMav203 [ BEECZ A M b, AL
T-SD/-Leu/-Trp [l #3577 3 FAK3 d. $HX
KW R RE, M EIE Ao, 5, 10, 15, 20,

www. wjgnet.com



3627

Marker TFF3 TFF3  TFF3

bp
2000

1000
750

500

250
100

B 1 RT-PCRYIEATFF3.

25, 30, 35, 40, 45, 50, 75, 100 mmol/L %k =Mt
(3-Aminotriazole, 3AT)["SD/-Lew/-Trp/-Hisk?
Ik b, MEMav203 40 Hu i A= KAG B, 7 5 A
pEXP32/Krevl+pDEST32HIpEXP22/RalGDS-
wt+pDEST225 4k Mav203 41 1 g B L X6} e A

2 B8
2.1 RT-PCR  hTFF3 RT-PCRX M. =410
/LR GRS HL ik, 7EIE250 bpAbn] WLAER =1
a4, SHURARR(E D).
2.2 TA TA v b
Ji, LB Fikip MDI19T-hTFF3 B 31T R
SIMPCR. P10 g/LIstIeHiREIE fi ik, (eI
250 bpkb M IURF RS, AL TR Y, 15
FIF41k: ATGCTGGGGCTGGTCCTGGCC
TTGCTGTCCTCCAGCTCTGCTGAGGAGTAC
GTGGGCCTGTCTGCAAACCAGTGTGCCGT
GCCAGCCAAGGACAGGGTGGACTGCGGC
TACCCCCATGTCACCCCCAAGGAGTGCAA
CAACCGGGGCTGCTGCTTTGACTCCAGGA
TCCCTGGGGTGCCTTGGTGTTTCAAGCCC
CTGCAGGAAGCAGAATGCACCTTCTGA. %
755 C A Ih TFF3E K ORF) 741 (GenBank:
NM_003226)5¢4>— 2, UFSZh TFF35E B3 e
W FpMD19T )5k .
2.3 pDEST32-DBD-hTFF3

ZNco 1 IXho 1 M),
UK, T4 R M B, R4 v BUE ) SO BEA
pENTRI1JFURL . ZDNAJ %52 Sk, F 4
JFOkREfir 4 A pENTR11-hTFF3. #% [ Invitrogen’y
AR, WA LRX N pENTRI1-hTFF3 (41
JBUE R BpDEST32 . $ 0 41 ok A 5t 5]
YIATPCREE 52, BHPE T2 ok il o ig )
FOARAT A FATDN AN -4 5E . WP R E5TA
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i [ BH P F AL 7005 45 R — 38, $2/R"pDEST32-
hTFF3 ¥ B I8 B A 1 s 2.

2.4 pDEST32-DBD-hTFF3
feMiInvitrogen/s Al 1ETR M, HILEEH T
pDEST32-hTFF3 5 54 8 AkpDEST22 (1) ¥ £
A fIMaV203, L b B IR B 3AT R IR 97, K
B AL (B REAN FIM a V203 7 7E3 AT FE 430
mmol/LLL F¥JSD/-Leu/-Trp/-His; 753 A K,
FE3ATIRIE 330 mmol/L LA b [RRF IR F A L
e, BN EAE BT SATIR 1 775 AN R
AR, BHEG AL T 3ATIRIE B 97 38 LI REIE
wmAK.

317E

I B SR A T S Y 4 T
NG F 2 K. B TR FLE ) A A R B =
P47 3%, EDFLEAH SR (pS2/TFF1). fifx £
JIK(SP/TFF2)Fill7 — It K7 (ITF/TFF3), 3475 —4F
PRIIPE F 38, HH38-39/N 2 JE PR E i 61 i JE fr
ST SRR AR R 4 (34N 4 1 N IR i A
TCHE, AN IR LD TSR = IR
FAYL, 3K SR AE 5 M T 8 e e T R R 1)
Yo7 LA EEAEY. hTFF32& B R
PRAF I iy 3 e A 5 A0 1 — B R
o, RIAERIPLRNE A AT 2. & s E ek
AR T AT A M TP A R AR v R B, AT
FE— BRI

h T RGBSR NIRRT R, 3R
AR HRT-PCRELAR M IE &5 b 345 T
AEBRAAT N HIhTER3E . A R TATC R AR
XPCRIWIHATTAE R, 5644 pMD19T -hTFF3
FYLThE, S0 7% 5 TNeo T /Xho 1 XU
Y, % W ke T HohipENTRI11H, B4 HLR X W
H I IR 7 21 TR pDES T32 M. k(I sz 46 45
RIS, 5% pMDI9T-hTFF3, pENTRI1-
hTFF3MpDEST32- hTEF3 ({3 A #5647 7l
JP. 85 RAOR = FH NP A5 GenBank 1)
hTFF3/75/(NM_003226)5¢4>—%X.

ARSI R H I Proques 2% BEXU AT B i
i EARpDES T2 1 50 4 A pENTR11
T3 & ccdBEEA, AR =W — el 4k
KA BT AR T ke DA T % K M A i LA BAE 1 2k
ISR 1 e Ak T A IR K AT B T i
fE3%. MpENTRIS #5407 H MR H 2ok
HHTLRIN i, #5H5H ccdBIE R ) 7 Benl 9 H
(3 R BEIAR. DR, U7 IR A N H (1 3 [
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JpENTR11-hTFF3 X FIDEST32-hTFF3 4 1] 3
FOR WA B AA S . 455405 cod BAE DA IR A Js 3 28
PR AR B AT oo d B R I 7= i 16 40 B A 2 2R
K, IXAEE A T BHE O B . AT
Jokiid i 2 pENTR 11 FIpDEST32 5 Y i ik,
HiZAS 54 A (His). JRWELE(Ura)flLacZ
SR RIESE DN, HE— DA R BH A EAE v
W P i 3%, 3K — 2R 40 T DA g K BIRRE 1 ik > e
REXWAAE S50 BB PR 45 . Gateway b B
AR Sy T PR AT R A B A 2 TR AT R
WEDNARBIM R — MR EAH A, 6
% o B — N B AN R RN BT B AR R R
45, AHRELR S N FIBP S W 5 Foft Jiz I 3K T 55k
IORENAE 5% N NN LT A S PR - I A )
B, MR v B A R IR 95 % B B . 242k A
71 H IR Rk A 2 (] RO T (5 (1) 28 42 1N, 38 m]
AR IE 1Al 1) 75 1) R B 2 HE BRI s N Jig A b
THIEAT T 0 22025 5 B 1R DU 7. LR e v 45 1 i 4
PO BCRE . ALAER, & Gateway i EHIAR
o N, ARSI R T IXFITE, 3R
(N =N

PHVE R 1R BE DR AT — 2 16 F O
YEF, 8% 5% Mo BH 4 AH LA FH v B () ik, 530
PR S5 R, I ApDEST32 & 1 S & IR 4
A, S ApDES T22 & A7 (s IR AL A, [
AT I P P T I B A R R AR 2 e R
O MR ISD/-Lew/-Trphi 753t FAE K. Wi E 1
FEAHEARFH, N1 )3 shds 2 R 5 ks, Rk,
FH P AH B4 H e B W] 7ESD/-Lew/-Trp/-Hisk; 57
B RIER ALK, AL E ) pDEST32-hTFF3
57 3 AR pDES T22 3L 7] #5 4k Mav203 i 1141
W, A IFH P4 7 nT/ESD/-Lew/-Trp/-Hisk; 7%
5 EAK, $ORhTFF3EA B IE 3 K His
MIVEL. b T BRI R LGS 1E R, FRATI 31k
FRERN B AN AR L 3AT [)SD/-Lew/-Trp/-His s
FiHE b, R ATAE3ATIR 30 mmol/LLL R
Begrdt FAK, 75430 mmol/L A UL FikE 3AT
(8722 B WA K, S8R TFF310 A #0s
38 HE KVE T W 830 mmo l/LIK & I3 AT B 410
. K, BT I pDEST32- hTFF3 0] 1 b it

WU AE AR T T3 — P B, Jiiik
hTFF3M BEAE & M.

AHFRAIE I T pDEST32-h TFF3[BhE%R
IR, PUHE— 2547 T BE R4 A2 i 326 L AH B4
& A, i B hTFF3 I/ AL 55 e e fih.
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